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English .translation (excerpt) of WO, 99/38867^ 
Pagei^30>, Line j 2 to Page 31, Line 2 from the bottom 

" • ■ 
(1) Measurement:-' of TNFf^ a. Production Inhibitory 

Activity by LPS Stimulated Macrophages 

The following assay was used to evaluate the ability 
of the compound of the present invention to suppress TNF-a 
production by LPS stimulated macrophages according to 
Inimunopharraacol. , 29, 121 - 127 (1995)- 

1) Female BALB/c mice (6 to 10 week old) were used, 
and receiyed an intraperitoneal administration of 
thioglyqblate at . a. dose of 2 ml. Four days later, the 
abdomin^i '^cavit^^^ washed by 10 ml of PBS, whereby (1 
to 2) xjiQ>.j^^^ cells were obtained per mouse. These 
were susperideti:- iir^ai^^^ solution (0.75% ammonium 
chloride/ 17 rrM trig.^jHCl buffei?/ pH7 .2) , centrifuged, then 
resuspended in an RPiiil640 medium containing 10% fetal calf 
serum and seeded in a 96-weii cell culture plate at a 
density of 1 x 10* cells/50 /il/well. Since these cells 
adhered strongly to the tissue culture plate and were 
positive in nonspecific esterase staining, they were used 
for the test as mouse peritoneal macrophages. Mouse 
peritoneal macrophages were precultured overnight at 37^0 in 
50% COz for, the experiment . 

2) ':;^'E, ::Col:i. (serum type 055 :B5) derived LPS was 
dissolved ;intPB?v^^ concentration of 1 rag/ml, then 
sterilizi^cj:')^^^ The test: compound was dissolved 
in DMSO to maike va solution of the 
final concentration 'for use:?.- Ten m 1 of the above LPS stock 
solution (final concentration 10 /ig/ml) and 1 /zl of the 
tested substance stock solution were added and mixed in 0.5 
ml of RPMI1640 medium containing 10% fetal calf serum. 

This was added to the above cells at 5 0 /x 1/well and 
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cultureci^^jfpr^ hbuts. The cultured supernatant was 
recovere;d ^f iroro each well and each TNF-- a level was measured 
by ELIsAiffGYfe^^^^^^^ Immunoassay Kit Mouse TNF-a. 

3) The IC50 was'^dalculated- for each compound as the 
concentration of the test compound inhibiting 50% of the 
TNF- a production caused by LPS .stimulus - 

(2) TNF-a Production Inhibitory Activity by LPS 
Stimulated Macrophages 

The IC50 values^ for the TNF-a production inhibitory 
activity obtained by the above method are shown in the 

followirig.'-T The comparative example was the 

compoundMd^^ in WO-A-97-04775, Example 1, mentioned 

above/::^;^/Jt'^/;-V.\ - , • 
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From; the -above results, it was confirmed that the 1- 
cycloalkyl^i; 8-haphthyridin-4-one derivative of the present 
invention ■exhp.bit excellent activity inhibiting the 

production of TNF-a.: 

The compound of the present invention is useful as a 
pharmaceutical composition for the prevention or treatment 
of bronchial asthma^ chronic bronchitis, and other 
respiratory diseases, diseases relating to abnormality of 
the nervous system such as Alzheimer ^s Disease, Parkinson's 
Disease, diseases relating to mental abnormalities such as 
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maniac dfep^^ diseases such as atopic 

dermitisrsihd:: acquired iininunity disorder syndrome/ general 
or locait^Vjo^nt^^ c^^ such as osteoarthritis, rheumatoid 

arthritis /'''sepisisy: endotoxin shock and other diseases 
related to tumor necrosis .fa,c^ or other various 

cytokine (IL-l, etc. ) , ; and the like by selectively 

inhibiting the type IV phosphodiesterase and further 
inhibiting the production of TNF- a , 



